, and schemes of the fork structure. Black and gray lines describe parental and newly synthesized DNA strands, respectively; black arrows indicate regions of ssDNA. (E and F) Frequency of replication intermediates with exposed ssDNA at the indicated time points after induction of CycE and Cdc25A, respectively. The majority of exposed ssDNA was found as gaps on newly replicated duplexes as shown in B. The threshold for ssDNA at the fork was 500 nucleotides. "# RI" is the number of analyzed replication intermediates. Data in E and F were reproduced in at least one independent experiment. Bar: (main panels) 200 nm (500 bp); (insets) 50 nm. For overexpression levels, see Fig. 1 . ) and total damage response proteins (CHK1, KAP1) upon expression of CycE and Cdc25A, respectively, in the same samples as were analyzed in E. Total CHK1 and KAP1 levels control for loading of the relevant phosphorylated proteins on the same gel in F. The data in A, D, E, and F are derived from one independent experiment. The experiment in B and C was completed once. For A, at least 100 tracts were scored per sample. Whiskers indicate 10-90 th percentile (***, P < 0.0001; ns, not significant, Mann-Whitney test). Molecular weight in kD of nearest protein size marker is indicated for all Western blots. Asterisk indicates an unspecific band. 
